Work on a hyaluronic acid-binding protein isolated from human brain, hyaluronectin (HN),' suggested that such a protein could form the basis of an assay for hyaluronic acid (HA) in serum. We demonstrated recently that results by this technique on pleural fluids correlated well with results obtained with the classical electrophoretic method,2 but that the enzyme immunoassay was easier to carry out, particularly on large numbers. To set up a routine assay we investigated other animal species to obtain an easy source of hyaluronectin. Sheep brain hyaluronectin was studied3 and compared with human brain hyaluronectin for the assay of hyaluronic acid in sera and pleural fluids. Since the affinity constants are higher at 37 "C than at 4 "C, two concentration ranges could be assayed using incubation at 37 "C and 4 "C.
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Methods were as described previously' except for the following points: azide, left for 1 h at the assay temperature (preincubation step). Plates were washed with running tap water, 0.1 M acetic acid, deionized water twice and PBS and stored at the assay temperature. Wells were carefully dried by suction before filling with samples. Plates were incubated for 4 h over water at 4 "C or 37 "C according to whether the low or high concentration assay was being performed.
Standard curves established with both human and sheep reagents were superimposable at both 4 "C and at 37 " C . Final results obtained for samples were very close to each other and the correlation coefficients were 0.99 for sera ( Fig. 1) and 1-00 (or 0.99 for values <200 mg/L) for pleural fluids. In both series the positive reaction, the inhibition of hyaluronectin binding to the coated plate, was suppressed by hyaluronidase digestion of samples and the recovery of added hyaluronic acid was in all cases greater than 90%. The within-run coefficient of variation was 7 . 8 % at 4°C and 11.7% at 37 " C . The between-run coefficient of variation was 14% at 4 "C and 14.1% at 37 "C.
The results presented in this paper show that hyaluronectin isolated from sheep brain is an excellent reagent for hyaluronic acid assay, giving results similar to those obtained with hyaluronectin isolated from human tissues.
These experiments also provide useful information about the use of antibodies. Hyaluronic acidbinding protein bound to insolubilized hyaluronic acid needs to be labelled to provide a signal for detection. The labelling can be direct with either a radioisotope or a n enzyme. But labelling may damage the protein and is time consuming, whereas the double antibody technique described here (anti-hyaluronectin IgG, labelled by enzymeconjugated donkey anti-rabbit globulin which is commercially available) exploits the natural antigen-antibody affinity and amplifies the sensitivity for hyaluronic acid detection.
